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3 - INDQJ-E BUTYRIC ACID Issue NO 2 27O6B6 B-37-2/5

Research Method

COMPLETE CHECK OF SAMPLE NO 1
CHECKING ALL OTHER SAMPLES ON: appaarance and Identity

ftppsarance

Point o-f -Fusion

Mettlsr Fp 80/B1f I "C minute

Identity

Advorbvnt

Range
Detection

Silica gel P 254
Hexano ! Acetone
IS cm
UV-light 234 mm

i Acetic Acid 10OV.

\

Weigh out 100 mg of 3-Indol« Butyric Acid. Add 10 ml of Methanwl dnJ let
dlBSOlve. Apply 3 minrolltres of this solution to the plate. Then «pply S
oiicrolitres o-P the standard solutions to the p3mt*. Examine the plate
after developing and drying under UV-light.

Rf 3-Indole Butyric Acid 0,41

Rf 3-lndol» Acetic Acid 0.35
Rf I-Naphthalene Acetic Acid 0.46

Standard 3-lndole Acetic Acid : 1OO mg in 1O ml of Mpjthfinjal ,c
Standard 3-Indole Butyric Acid: 100 mg in 10 ml of

• •••i i• •••

•*••• •
Assimilate the remnant obtained from tha Sulphate Ashes into»*0 ml of
water. Ada 2 ml of a 20V. Citric Acid solution and 0.1 ml of Th4«a.Glycolic
Acid, Mix those ingredients, alkallfy with Ammonia 20*/. and repjQpish with
watnr to 20 ml. •.." J
Make a standard solution by identically processing a 10 ml Iron solution
(1 ppm Pe),
After five minutes the intensity of thts pink colouration af the cample
eolation may not pradominate the uuluuraUun uf tt»t« t>landor d
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3 - INDDLE BUTYRIC ACID Issue No 2 27O696 S-37-3/5

ReBoarch Method

Heavy metals

Weigh out l.OO gram a* 3-Indole Butyric Acid Into a china crucible. Add 3
ml »f & solution c>f Magneslwni Sulphate 25'/. in 2N Sulphuric Acid. Mix
with the aid of a glass stick ant' heat carefully. Let the mixture evap-
orate on a water bath aft#r reaching * liquid stata. Than burn until a
white or grey substance i» obtained (000 *C> .
Moistan the rwmriant. with a few Ur ups of 2N Sulphuric Acid, then evaporate
and burn again and let cool down. Assimilate the remnant with 2 x 3 ml of
2N Hydrochloric Acid.
Add 0.1 ml of a Phwiol Phtnalic Acid solution and replenish with Ammonia
25V. until the solution has achromatized. Subosquently add 0.5 ml of Ace-
tic Acid overmeasure.
Filler if nacvissary and thin down with water till reaching a volume of 20
ml (i.e. uulutiun A). Add 12 ml D* solution A «6 w»ll as 2 ml of an Acet-
^' » bu-ffsr (pH 3.3) to -.2 ml of a Thio Amide reagent and intermix. After
i . Inutes the Intensity pf the brown colouration may not predominate the
colour'aLiun uf tht standard solution, which can b« obtained by processing
a mixture of 4 ml of a solution of Magnesium Sulphate 25'/i Jn 2N Sulphuric
Acid and i.O ml of Lead Nitrate (10 ppm Pb) similar as mentioned above
(burnt assimilate with Hydrochloric Acid* etc). Take 10 ml of this
tion *nU add 2 mX of the cample solution U.B. solution B>. Add 12
b-olution B together with 2 ml of sn Acetate buffer (pH 3.3) to 1.2
a Ihio Amide reagent and intermix.

solu-
ml of
ml of

Sulphate Ashes

Burn a crucible at 800 *C, let It cool down and determine the weight.
Wttiah out l.OO gram of 3-Jndole Butyric Acidr moisten this with cbncen-
trated Sulphuric ftcid end burn again at BOO *D, Repeat moistening with
Sulphuric Acid and subsequent burning until maintaining a stable weight.

Drying loag B-M

Shrink 1 gram at 103 'C until maintaining a stable weight, ••••
i» ••••*••

Partial*
• • •» •

Take a 12S micrometer »i«ve. ? • •
Sift 10 grams of 3-lndole Butyric Acid during 3 minaljrs. Determine; the
remnant, • •

•*••
* •

• ••

• •
• ••*

• • •• • •

iFST AVAii AS! F COPYIC-W I J?*-l XT J 'jh LaJTTl 5J> L*. Iw. V*W« F
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3-INDOLE BUTYRIC ACID No 2 270686 B-37-4/3

Rgggarch Method

Grade of 3--Indol» Dutvric Acid

Chromatodraohv

Fractionator

Mobile phase

Flnw

Printer /

Injection

Retention time

j 15 cm x 4,6 rr,m Hypsrail ODD 5 micrometers

i 0,0025 M Tetra Butyl Ammonium hydroxide in c.
mixture of M«th*nol •• 0.1 M Sodium Ac:etato
(21; IB) made up to pK 6.0 wtui Acstic Acid 307.
(10.0 ml of O.iM TBAH / 210 ml of Mex:hanol / 10O
m.l of 0.1 M-'Sodium Acot*t»)

• 0.6 ml / mi n

i UV 2QO nm 0.I AU

; AT « 12G

I 10 mJcrolitr-es

i 3-Indole Butyric Acid approx. 4 minutoa

Standard! 11S715 XF = 99,9

Weigh out apprqx, SO mg of 3-lndole Butyric Acid into a 250 ml volumetrit
flask and determine the weight exactly, ihrn dissolve in Ib m* of * neth-
anol / O.I N NaOH mixture (2:1). Fill up with a Methanol / water mixture
tun.

SflmplBi DUAL *...»*

Weigh out approx. 30 mg of 3-Indole Butyric Acid into a 230 ml vonSffiaCific
flask and determine the weight exactly. Thrn dissolve in 13 ml of A Moth-
anol / 0.1 N NaOH mixtur* (2:1). Pill up with a Mathanol £«t#fter mixture
(1:1). • • « •

Inject the standar d -solution until both the retention tiroc'Vnd the p'ulse
•area of 3-Indole Putyrlc Acid r»main etablc. Then Injoct tho sampld
tion.

OEST AVAILABLE COPY
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5-INDQLE BUTYRIC ACID ISSUB NO 2 270686 S-37-5/3

Research Method

Phenol Phthalic flciti solution : -.

Weigh out 1OO mg into bO ml of Alcohol 96'/. and replenish with wate-' to
100 ml.

Thio f tmido a o ^ u t i p n

Intermix 0.2 mi of a Thto Amide solution (4%) with a 1 ml mixtur« of 15
ml of IM Sodium Hydroxide, 5 ml of water and 20 ml of Glycerol. Ht=au Lhw
solution in a water bath during 20 oecands and use immediately. Always*
prepares

bu-F-fer oH 3.5

Dissolve 25 grams of Ammonium Acetata in 25 ml of w*t*r. Ac!d 3B ml of 7M
Hydrochloric Acid. Make up to pH 3.3 by adding 2M Hydrochloric Acid or 5M
Ammonia and replwnish with water to 100 ml*

*

Iron t u 3 a J

Weigh out O.B64 gram of FeNH» <SO*)a. 12Ha.O into 3.1000 ml volumetric
flask. Dissolve in 25 ml of 2N Sulphuric Acid and replsniBh with water to
1000 ml. Take 1.0 ml of this solution and r*p3«nich with water to 100.0
mit .

Lead 10 pom

Weigh out 1.59B grams of Lead (II) Nitrate into a 1000 ml volumetric
flask. Dissolve in water, then replenish with water to 1000 ml. Take 1.0
ml of this solution and replenish with water to 100.0 ml

• •*•
• ••••*••

•***•»
• • »

*••••
* i• •*••
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